lung cancer is one of the leading causes of tumor-associated mortality, and >75% of patients with lung cancer have non-small cell lung cancer (nSclc). Pemetrexed, a folate antagonist, is a first-line chemotherapy drug for NSCLC that is administered alone or in combination with cisplatin. The present study established in vitro cell models of PTen inhibition and overexpression, and the effects of the treatment with pemetrexed were investigated in these cell models. result from the present study demonstrated that treatment with pemetrexed suppressed lung cancer cell proliferation, inhibited mrna and protein expression levels of anti-apoptotic Bcl2, and increased the mrna and the protein expression levels of pro-apoptotic p53 and apoptosis regulator BaX. The present study suggested that pemetrexed regulated apoptosis via the inhibition of the mTor/Pi3K/aKT signaling pathway. additionally, cellular processes associated with the aerobic oxidation of carbohydrates were identified to be significantly inhibited. The present findings suggested that treatment with pemetrexed may exhibit synergistic effects with PTen on lung cancer cells via the inhibition of the Pi3K/aKT/mTor signaling pathway and through carbohydrate metabolism, and treatment with pemetrexed combined with PTen overexpression may represent a novel therapeutic strategy for the treatment of nSclc.
Introduction
lung cancer is one of the leading causes of tumor-associated mortality worldwide (1) . Small cell lung cancer (Sclc) and non-small cell lung cancer (nSclc) are the most common types of lung cancer, and nSclc affects ~80% of the total number of patients with lung cancer (2) . nSclc may be further classified into various subtypes, including squamous cell carcinoma, large cell carcinoma and adenocarcinoma, and each subtype exhibits particular characteristics. The majority of patients with nSclc are diagnosed at late stages (primarily at stage iiib and iV), and one-third of patients are diagnosed in the early stages of the disease (3) . The prognosis of patients with nSclc remains poor, and the average survival rate is 8-10 months, with a 5-year survival rate of ~15% (4) . numerous treatments are available to control nSclc growth and metastasis, including surgery, radiation therapy, chemotherapy and targeted therapy, and various treatments exhibit positive results on nSclc cells in vitro (5) .
Pemetrexed is a first-line standard treatment for nSclc (6) . Previous studies demonstrated that treatment with pemetrexed alone or in combination with other chemotherapeutics may prolong the overall survival of patients with nSclc, and pemetrexed has limited toxicity in humans (7) . The toxic effects following treatment with pemetrexed were identified to primarily affect the immune, hematopoietic and digestive systems; however, overall toxicity is decreased compared with other chemotherapeutics (8) . Pemetrexed was demonstrated to have antitumor activity primarily via the inhibition of thymidylate synthase, dihydrofolate reductase and glycinamide ribonucleotide formyl transferase (9) . in addition, 5-aminoimidazole-4-carboxamide ribonucleotide formyltransferase is involved in the antitumor activity of pemetrexed (9) . PTEN, located on chromosome 10q23, is able to suppress the proliferation of multiple types of cancer (10) . although PTen mediates the phosphorylation of various proteins, one of the most common substrates of PTen is phosphatidylinositol-3,4,5-triphosphate (PiP3) (11) . PiP3 is a second messenger involved in intracellular signaling pathways that, following phosphorylation by PTen at position d3, is able to directly inhibit the activity of Pi3K, thus negatively regulating the Pi3K/aKT signaling pathway (12) . The PiP3/Pi3K/aKT signaling pathway regulates cellular metabolism, cell proliferation and migration (13) , important processes involved in tumor development and progression. Human cancer may exhibit dysfunctions and mutations in PTEN, and its promoter was identified to be hypermethylated in various types of cancer, resulting in the silencing of PTen and subsequent activation of the PI3K/AKT signaling pathway, thus promoting tumor growth and migration (14) . in addition, a previous study identified that dysfunctions of PTEN were associated with drug resistance in human tumors (15) . The invasive and metastatic ability of tumors increased significantly following dysregulation of PTen (16) . However, the detailed molecular mechanisms underlying the anti-tumor activity of PTen and pemetrexed remain unclear, and whether the overexpression of PTen is able to increase the anticancer activity of pemetrexed in nSclc has not been previously investigated, to the best of the authors' knowledge.
in the present study, the antitumor activity of pemetrexed was demonstrated to increase following PTen overexpression. The combination of pemetrexed with PTen overexpression inhibited the aKT signaling pathway and activated the mTor signaling pathway, thus promoting the upregulation of apoptosis-associated genes at the transcriptional and protein levels. in addition, treatment with pemetrexed combined with PTen overexpression downregulated the expression of enzymes associated with the aerobic oxidation of carbohydrates. Vector construction. rna of a549 cells were extracted according to the protocol of rnapure Tissue & cell kit. The full-length coding sequence of PTEN was cloned following PCR from a549 cells using SuperrT one Step rT-Pcr kit with the following primers: Forward, 5'-cGG aaT TcG GaT GTc ccG aaa Gca GG-3' , reverse 5'-ccG cTc GaG Tca GaT GTT GaG cGG-3' . The reaction mixture was made up as recommended by the manufacturer of the kit, and the reaction steps were: Reverse transcription at 45˚C for 30 min and pre-degeneration at 95˚C for 2 min repeated for 40 cycles: Degeneration at 94˚C for 30 sec, annealing at 58˚C for 30 sec, extension at 72˚C for 30 sec. Followed with final extension at 72˚C for 5 min. The PCR product and the pcdna3.1-3XFlag vector (MJ8001, Mingjing Biology) were digested with two restriction enzymes, Ecori and Xhoi. Following digestion, the dna fragment containing the coding sequence was cloned into the vector to construct the expression plasmid pcdna3.1-3XFlag-PTen. a549 cells were transfected with 10 µg pcdna3.1-3XFlag-PTen or the empty plasmid at 37˚C using Hieff Trans™ transfection reagent for 48 h, according to the manufacturer's protocol. Subsequently, cells with stable PTen overexpression were selected by treating transfected cells with 1 mg/ml G418 at 37˚C until stable expressed cells were successfully constructed.
Materials and methods

Reagents
MTT assay. MTT assay was performed according to a previous study (17) . cells were cultured in 96-well plates at a concentration of 1x10 4 cells/well. Cultures at 80-85% confluence were treated with pemetrexed at various concentrations (0, 5, 10 and 20 µg/ml). Following a 24-h incubation, cells were washed with sterile PBS to remove extra pemetrexed. MTT was diluted in the medium at a concentration of 5 mg/ml, and incubated with the cells for 4 h. Following incubation, dMSo was added to each well and the optical density (od) at 560 nm was determined using a microplate reader. The viability of cells was calculated using the following formula: (od experiment -od Blank )/ (od control -od Blank ) x100%.
Cell culture and grouping. cells were cultured in H-dMeM supplemented with 10% FBS and GlutaMaX™ (2 mmol/l) in a humid atmosphere with 5% co 2 at 37˚C. Cells were divided into six groups: i) negative control (nc) group; ii) treatment with 10 mg/ml pemetrexed for 24 h (nc + P) group; iii) PTen inhibition (2 µmol/l for 36 h) (Pi) group; iv) PTen inhibition (2 µmol/l for 36 h) with treatment with 10 mg/ml pemetrexed for 24 h (Pi + P) group; v) PTen overexpression (Po) group; and vi) PTen overexpression with treatment with 10 mg/ml pemetrexed for 24 h (Po+P) group. Following treatment, the cells were washed with sterile PBS to remove residual pemetrexed and collected for use in further experiments.
RNA extraction and RT. rna extraction was performed using the rnapure Tissue & cell kit according to the manufacturer's protocol. cells were lysed, incubated for 5 min at room temperature, and centrifuged at 14,462 x g for 5 min. ethanol was added and the mixture was loaded onto the adsorption columns provided in the kit. rna was eluted using rnase-free water following washing with wash buffer provided in the kit. The concentration of extracted rna was measured using the Nanodrop ND-2000 (Thermo Fisher Scientific, Inc.). An equal amount of rna from each group was used as template to perform rT. The reaction solution was prepared according to the manufacturer's protocol. The reaction solution was mixed and incubated at 42˚C for 15 min, followed by an incubation at 85˚C for 5 min.
qPCR. Primers used for qPCR were: p53, forward 5'-ATT AGC GGc cGa TGG aGG aGc cGc-3', reverse 5'-aTc TcG aGT caG TcT GaG Tca GGc cc-3'; Bcl, forward 5'-cGa cGa cTT cTc ccG ccG cTa ccG c-3', reverse 5'-ccG caT GcT GGG Gcc GTa caG TTc c-3'; BaX, forward 5'-TGc aGa GGa TGa TTG cTG ac-3', reverse 5'-GaG Gac Tcc aGc cac aaa Ga-3'; GaPdH, forward 5'-Gaa TcT cac Tca Gac GaG Gac TT-3', reverse 5'-GGT GTG TGG TTT aaG TGA TGT CA-3'. qPCR was performed according to the manufacturer's protocol, and the thermocycling conditions were as follows: 40 cycles at 95˚C for 15 sec and at 60˚C for 40 sec. The threshold cycle value was calculated using the intensity of the fluorescence signal following PCR amplification (18) . GAPDH was used as the internal reference, and the quantification result for each target gene was normalized to GaPdH.
Western blotting. cells from each group were washed with PBS and were lysed with riPa buffer supplied with protease inhibitor cocktail (cW2383, cWbio). Following lysis, the supernatant was collected following centrifugation at 14,462 x g for 10 min (4˚C) and a bicinchoninic acid assay was used to measure the concentration of protein. Same amounts (60 µg) of protein from each group were used to perform 10% SdS-PaGe electrophoresis. Following electrophoresis, proteins were transferred onto 0.22-µm-thick nitrocellulose membranes using a semi-dry electro blotter. Membranes were blocked with 5% skimmed milk at room temperature for 1 h, and subsequently incubated with the primary antibody (1:1,000) at 4˚C overnight, followed by incubation with the secondary antibody (1:5,000) for 1 h at room temperature. chemiluminescence was performed using electrochemiluminescence reagent (WBKlS0500, Merck KGaa) to detect the protein expression levels. The densitometric analysis was performed using Scion image (version 4.0.3.2; Scion corporation) software and normalized to GaPdH.
Statistical analysis. data are presented as the mean ± standard deviation. each experiment was repeated three times. one-way anoVa was performed to assess differences among groups followed by Tukey's post hoc test for multiple comparisons. GraphPad (version 7; GraphPad Software, inc., la Jolla, ca, uSa) was used to analyze the data. P<0.05 was considered to indicate a statistically significant difference.
Results
Effects of pemetrexed on the proliferation of A549 cells.
MTT assay results suggested that the proliferation of a549 cells was inhibited with pemetrexed in a dose-dependent manner (Fig. 1a ). Following treatment with 5 mg/ml pemetrexed for 24 h, the cell viability was 90.30±4.86%, with 10 mg/ml pemetrexed was 73.60±3.12% and with 20 mg/ml was 52.40±2.10%. Pemetrexed was able to significantly inhibit the viability of a549 cells at the concentrations of 10 mg/ml and 20 mg/ml. Therefore, 10 mg/ml was used as the working concentration for pemetrexed in the following experiments, since this concentration was the lowest to significantly inhibit the proliferation of a549 cells. Pcna regulates the replication of dna, notably, the protein expression level of Pcna decreased following treatment with pemetrexed ( Fig. 1B) ; however, this decrease was not statistically significant in the single pemetrexed treatment group (Fig. 1c) . The protein expression level of PCNA was significantly decreased in the Pi + P group compared with the Pi group. in addition, the protein expression levels of Pcna in the Po and in the Po + P groups were significantly decreased compared with the nc group.
Protein expression levels of factors of the AKT/mTOR signaling pathway. The protein expression ratios of p-aKT/aKT and p-mTor/mTor were measured by western blotting and densitometric analysis (Fig. 2) . The p-mTor/mTor ratio was slightly decreased following treatment with pemetrexed, and was significantly decreased in the PI + P and the PO + P groups compared with the Pi and the nc groups, respectively (Fig. 2) . The p-aKT/aKT ratio was also measured, and the protein expression levels presented a trend similar to the p-mTor/mTor ratio. Single inhibition or overexpression did not significantly change the ratio of p-AKT/aKT in these groups, and the p-aKT/AKT ratio was not significantly affected in the nc + P or Pi + P groups compared with the corresponding control group without pemetrexed treatment; however, it was slightly decreased in the Po group and was significantly decreased in the PO + P group compared with the nc group (Fig. 2) .
Alterations in the mRNA and the protein expression levels of apoptosis-associated factors.
The protein expression level of p53 was significantly increased in the NC + P group compared with the nc group ( Fig. 3a and B ). Following treatment with PTen inhibitor, the protein expression level of p53 in the Pi group was significantly decreased compared with the nc group. The protein expression level of p53 in the Pi + P group was significantly increased compared with the PI group, and significantly increased in the PO and PO + P groups compared with the nc groups. in addition, the protein expression levels of Bcl2 and BaX were detected in each group (Fig. 3a) . The protein expression level of Bcl2 was slightly decreased following treatment with pemetrexed in the nc + P group (Fig. 3c) ; however, the protein expression level of Bcl2 was not significantly increased in PI + P group, and was significantly decreased in the Po + P group compared with the Po group. in addition the protein expression level of Bcl2 was significantly decreased in the Po group compared with the nc group. The protein expression level of BaX was slightly increased following treatment with pemetrexed and was significantly increased in the Pi + P and Po + P groups compared with the Pi and the Po groups, respectively (Fig. 3d ). compared with NC group, the expression level of BAX was significantly decreased following inhibition of PTen. The expression of PTen was detected using Pcr. Pemetrexed significantly increased the expression of PTen compared with inhibitor group. The expression of PTEN was significantly decreased in inhibitor group and significantly increased in PO and PO+P group compared with nc group. The mrna expression levels of p53, BaX and Bcl2 were also measured. The expression of p53 was significantly decreased in inhibitor group and Pi+P group compared with the NC group, and pemetrexed significantly increased the expression of PTen compared with the inhibitor group. Pemetrexed significantly increased the expression of BaX in Po+P and Pi+P group compared with the PO and PI groups, and significantly decreased in inhibitor and PI+P group compared with the NC group, and significantly increased in Po+P group compared with the nc group. Pemetrexed significantly decreased the expression of Bcl-2 in nc+P and Po+P group compared with nc and Po groups, and significantly decreased in PO and PO+P groups compared with the NC group (Fig. 4) . The present qPCR and western blot results suggested that the expression levels of apoptosis-associated factors were altered at the transcriptional and the protein levels.
Protein expression levels of proteins associated with carbohydrate metabolism following treatment with pemetrexed.
The protein expression levels of aco2 and SuclG2 were significantly altered following treatment with pemetrexed ( Fig. 5) . The protein expression level of ACO2 was significantly increased in the nc + P and oP + P groups compared with the NC and OP groups, respectively, and was significantly increased in the Pi, Pi+P and Po groups compared with the nc group. However, the protein expression level of SuclG2 exhibited an opposite trend. Pemetrexed significantly decreased the protein expression level of SuclG2 in nc + P, Pi + P and Po + P groups compared with the nc, Pi and Po groups, respectively. in addition, the protein expression level of SUCLG2 was significantly decreased in the PO and PO + P group compared with the nc group.
Discussion
lung cancer is one of the leading causes of tumor-associated mortalities in men and women worldwide (19) . in 2015, the guidelines of The american Society of clinical oncology recommended two drugs for the treatment of nSclc, docetaxel and pemetrexed (20) . The present study established in vitro models of PTen inhibition and overexpression, and the present results suggested that pemetrexed was able to suppress the proliferation of a549 cells by inhibiting the Pi3K/aKT/mTor signaling pathway and the carbohydrate metabolism, inducing apoptosis in a549 cells and exerting anti-tumor activities. in the present study, PTen overexpression was identified to increase the effects of pemetrexed on lung cancer cells, enhance the anti-tumor effect of pemetrexed. a previous studies demonstrated that pemetrexed regulated the activity of the PTen/Pi3K/aKT/mTor pathway indirectly (21) , and further experiments are required to confirm the mechanism observed in the present study.
PTen is a tumor suppressor gene, and is able to limit the aggressiveness of kidney, breast and prostate cancers by regulating cell proliferation exerting lipid phosphatase activity (22) . The phosphatase activity of PTEN was identified in the c-terminal region of the protein (23) , and the phosphorylation state of PTen affects the intramolecular partners of PTen, altering its subcellular localization and phosphatase activity (24) . Mutations in the active site of PTen are associated with the loss of its lipid phosphatase activity, and are identified in various types of human cancer (25) . The Pi3K/PTen/aKT signaling axis is associated with cell proliferation, and dysfunctions or mutations of its components may lead to abnormal cell growth and tumor development (26) . activation of the PI3K/AKT pathway was identified in various types of cancer and is associated with tumor progression and with poor prognosis of patients with cancer. as a downstream molecular factor of the Pi3K/aKT pathway, the activity of mTor is associated with cancer (27) . A previous study identified that inhibition of mTor was able to increase the anti-tumor effect of pemetrexed by inhibiting autophagy in nSclc cells (28) . in the present study, the activity of the Pi3K/mTor signaling pathway was not significantly changed following single pemetrexed treatment, although the effect increased following PTen overexpression. The present results suggested that pemetrexed may inhibit the growth of a549 cells by inhibiting the Pi3K/aKT/mTor signaling pathway, and inhibition of PTen may increase the effect of pemetrexed, whereas, PTen overexpression may decrease pemetrexed activity.
BaX, Bcl2 and p53 are downstream molecules of the Pi3K/aKT/mTor pathway, and serve important role in apoptosis. in normal tissue, p53 is involved in various biological processes, including the regulation of cell cycle, homeostasis and apoptosis (29) . notably, mutations in p53 lead to cancer development, and the transcription factor p53 was identified to be mutated in >50% of patients with cancer (30) . additionally, a previous study demonstrated that the expression of p53 is silenced in human cancer tissues (31) . Therefore, p53 is considered the 'guardian of the genome' (32) . PTEN was identified to directly interact with p53, and decreases the degradation of p53 by regulating MdM2 proto-oncogene, thus increasing the protein expression level of p53 (33) . The expression level of Bcl2 binding component 3 (BBC3) was identified to be promoted by p53, and BBc3 may be able to interact with Bcl2 or Bcl2 like 1 via its Bcl2 homology 3 domain, thus inducing the expression of BaX (34) . additionally, p53 was demonstrated to be able to upregulate the expression level of BaX via the TnF receptor superfamily member 10b/Fas-associated via death domain pathway (35) . The present results suggested that pemetrexed may increase the expression level of p53 following inhibition of PTen, thus suggesting that pemetrexed may inhibit the proliferation of a549 cells by regulating p53 at the protein and transcriptional levels. BaX, a tumor suppressor protein, belongs to the Bcl2 family and serves an important role in the intrinsic apoptosis pathway (36) . upon activation, BaX translocates on the outer membrane of mitochondria following apoptotic stimuli, and this translocation is a crucial step in the initiation of apoptosis (37) . in addition, BaX may be directly activated by p53 (38) . BaX promotes the release of cytochrome c from the mitochondria and activate multiple caspases, thus inducing apoptosis in cancer cells (39) . in the present study, treatment with pemetrexed was able to increase the expression of BaX at the protein and transcriptional levels, and overexpression of PTen increased this effect, whereas, inhibition of PTen led to the opposite effect.
Bcl2 is an anti-apoptotic member of the Bcl2 family (40) , and overexpression of anti-apoptotic molecules of the Bcl2 family including Bcl2 and Bcl2-like 1 is frequently observed in human tumor tissues (41). Overexpression of Bcl2 was identified to be associated with cancer occurrence and progression, and chemotherapy resistance (42) . Various small molecule inhibitors of Bcl2 have been investigated in the treatment of hematological cancer (43) . in contrast with the effects of pemetrexed on BaX, pemetrexed decreased the expression level of Bcl2 at the protein and transcriptional levels, and PTen overexpression increased this effect. collectively, treatment with pemetrexed was able to promote apoptosis in cancer cells, inhibiting the anti-apoptotic factors BaX and p53, thus exerting anti-tumor activity. notably, the expression level of PTen was associated with pemetrexed activity, and overexpression of PTen increased the anti-tumor effects of pemetrexed. rapid cell proliferation is a characteristic of cancer cells; in order to sustain their metabolic requirements, multiple metabolic alterations occur in cancer cells (44) , including the increased uptake of nutrients and the preferential use of glucose as carbon source (45) , resulting in an increased metabolic rate. carbohydrate metabolism is an important pathway used by cancer cells to sustain their proliferation during tumor development (46) . The tricarboxylic acid (Tca) cycle is a central hub in the catabolism of carbohydrates, and it is involved in various physiological processes. Previous studies identified that the Tca cycle in cancer cells may be uncoupled to glycolysis to allow the use of additional carbon sources, including glutamine, to fulfill their metabolic requirements (45, 47) . Therefore, in the present study, it was hypothesized that the expression level of factors associated to the aerobic oxidation of glucose, including enzymes of the Tca cycle, may be altered following treatment with pemetrexed. aco2 and SuclG2 are important enzymes of the Tca cycle. aco2 is able to reversibly catalyze citrate into isocitrate forming a cis-aconitate intermediate, and SuclG2 is a subunit of the succinyl-coa synthetase, which is able to reversibly catalyze the formation of succinyl-coa into succinate. Treatment with pemetrexed led to inverse effects on aco and SuclG2, the protein expression level of aco2 increased and the protein expression level of SuclG2 decreased. This effect was increased following PTen overexpression and decreased following PTen inhibition. The present results suggested that pemetrexed may exert an anti-tumor activity via the inhibition of the Tca cycle, decreasing the energy supply of cancer cells and inducing apoptosis. The effects of pemetrexed were altered following PTen inhibition or overexpression, suggesting that PTen overexpression may enhance the anti-tumor effect of pemetrexed, and may contribute to the development of a novel therapeutic strategy in the future.
in the present study, pemetrexed was demonstrated to inhibit the proliferation of lung cancer cells via the inhibition of the Pi3K/aKT/mTor signaling pathway and the upregulation of pro-apoptotic factors at the protein and transcriptional levels. Furthermore, the results suggested that pemetrexed may inhibit the aerobic oxidation of glucose, decreasing the energy supply of cancer cells, leading to apoptosis. in the present in vitro model, and PTen overexpression was able to increase the effect of pemetrexed on lung cancer cells. The modulation of PTen, in combination with pemetrexed, may represent a therapeutic strategy against nSclc. However, the present study presents certain limitations, since only one cell line was examined, and further in vitro and clinical experiments are required to be performed in future studies, including knockdown of PTen via small interfering rna technology.
